Dear Sir, Anti-endothelial cell antibodies (AECA) have been described in several autoimmune diseases, such as vasculitis [1] , lupus [2] , hemolytic-uremic syndrome [3] , and Kawasaki disease [4] . In lupus they seem to predict nephritic or vasculitic damage. In other conditions, their clinical significance remains unknown. AECA can be detected by direct staining on tissue biopsy sections, or enzyme-linked immunosorbent assay (ELISA) in confluent cell-coated plates. Other authors [5] developed assays for the detection of AECA directed to an endothelial membrane preparation obtained from human umbilical vein endothelial cells (HUVEC) by sonication and centrifugation on a Percoll gradient. We have tested sera of patients with vasculitis for the presence of AECA directed to cytoplasmic antigens of HUVEC, obtained by sonication. HUVEC, isolated from human umbilical vein perfused with 5,500 U collagenase (Sigma, St. Louis, Mo., USA) were grown in 95% air, 5% CO2 at 37 °C in culture medium containing: Ml99 (Gibco, Paisley, Scotland), 20% fetal bovine serum (FBS; Gibco), penicillin lOOU/ml (Sigma), streptomycin 100 µg/ml (Sigma), amphotericin 0.25 µg/ml (Sigma), 25 mM Hepes (Gibco), endothelial cell growth factor (Boehringer Mannheim, Germany), and heparin 20 U/ml (Parke-Da-vis, Lainate, Miss., USA). Cells were grown to confluency, then passaged using a 0.5-mg/ ml trypsin-0.25-mmol EDTA solution (Gibco). Cells were frozen in 10% DMSO FBS when they reached the 6th to 7th passage.
NHS MGN ANCA +ve ANCA -ve Fig. 1 . NHS = Normal human sera; MGN = membranous glo-merulonephritis; ANCA+ve = ANCA-positive sera; ANCA-ve = ANCA-negative sera; O.D. = optical density. test or control sera, the binding of specific antibodies was recognized by alkaline phosphatase-conjugated goat antihuman IgG (Sigma) and addition of the substrate. Results are expressed as optical density. We tested 17 ANCA-positive and 8 ANCA-negative sera of patients with vascu-
